. The concentrations were 5µM for IgE alone, 10µM for Phl p 7 alone, and 5µM IgE with 5µM (1:1) and 10µM (2:1) Phl p 7 in the complexes. The orange trace shows the molecular masses of the proteins calculated for the 2:1 complex. Phl p 7 alone is monomeric, and the binding of one (blue curve) and two (green curve) Phl p 7 molecules to IgE can be seen to increase the molecular mass incrementally, but does not lead to dimerisation of the IgE in solution (presumably because the KD of the lower affinity non-classical interaction has not been reached at these concentrations). The three proteins, Phl p 7, Ole e 3 and Bet v 4, (in 25 mM Tris-HCl, pH 7.4 and 150 mM NaCl with 4 mM CaCl2) were run over a Superdex 75 5/150 column (GE Healthcare) at a flow rate of 0.3 mL/min. The absorbance traces (at 280 nm) indicate that all three polcalcins remain monomeric during the time course of the basophil degranulation assay. The absorbance profile of GFP (in cyan; molecular mass 29.7 kDa), which was used as a standard, is included for reference. The concentrations used for Phl p 7, Ole e 3, Bet v 4 and GFP were 10 mg/mL, 3.6 mg/mL, 10 mg/mL and 1 mg/mL respectively. Surface plasmon resonance (SPR) sensorgrams for Phl p 7 binding to 102.1F10 IgE (as shown in Figure 3B , left-hand panel, and Figure S1A , left-hand panel) with the fitting (above) and residuals (below) shown for a 1:1 stoichiometry model as described in Materials and methods (SPR section). The curves correspond to Phl p 7 concentrations of 5, 10, 20, 40 and 80 nM, as detailed in the legends to Figures 3 and S1A. The fitting and derived KD (1.7 x 10 -10 M; Figure S1D ) are consistent with the high-affinity classical binding interaction dominating the analysis of the SPR sensorgrams at the concentrations employed.
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